Polypeptide sequence of recombinant hCAII protein
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Cell culture
Hela S3 and HEK293 cells were cultured in DMEM medium supplemented with 10% fetal bovine serum and 1% penicillin-streptomycin. MCF-7 cells were cultured in MEM medium supplemented as above. CHO cells were cultured in F-12K medium supplemented as above. All cultures were incubated at 37 °C under a humidified atmosphere of 95% air and 5% CO 2 .
No-wash fluorescence imaging of MGMT levels with BG-CCVJ in different cell lines
Cells were maintained in a culture medium supplemented with 10% FBS and 1% penicillin-streptomycin. 1.5 × 10 4 cells were seeded in 8-well chamber slides and cultured overnight at 37 °C in air with 5% CO 2 . Cells were washed twice with Opti-MEM and 1 μM BG-CCVJ probe in Opti-MEM (1.0 % DMSO (v/v)) was added. After incubation for 90 minutes at 37 °C in air with 5% CO 2 , cell images were taken without removing the excess probe by using Laser Scanning Confocal Microscope (LSM 700, Zeiss, Germany). The images were taken using a 405 nm laser and a BP 490-555 emission filter.
CHO Cells transfected with pSNAP f -H 2 B
CHO cells were maintained in F-12K supplemented with 10% FBS and 1% penicillin-streptomycin. 1.5 × 10 4 cells were seeded in 8-well chamber slides and cultured overnight at 37 °C in air with 5% CO 2 . The cells were then transfected by using X-treme GENE HP DNA transfection reagent (Roche Applied Science) according to the manufacturer's protocol.
Thirty hours after transfection, the cells were washed with F-12K supplemented with 10% FBS twice and then cultured for another twelve hours before imaging.
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Western blot
Cell extracts were prepared by washing cells with PBS buffer and solubilizing 1 × 10 7 cells in 300 µl of lysis buffer (50 mM Tris, 100 mM NaCl, 1 mM DTT, pH 7.5). The cells were lysed with freeze-thaw methods for three cycles. The lysates were centrifuged at 12,000 rpm for 30 min at 4 °C and the supernatant was collected. 16 µl/lane of cell lysate was loaded to 10% SDS-PAGE gel. Following electrophoretic transfer of proteins onto poly(vinyl difluoride) membranes, the membranes were blocked with 5% nonfat dry milk in PBST buffer (138 mM NaCl, 2.68 mM KCl, 1.76 mM KH 2 PO 4 , 10.14 mM Na 2 HPO 4 , 0.5% tween20, pH 7.4). The membranes were washed and then incubated with anti-MGMT antibody (0.2 µg/mL) at 4 °C overnight. After three 10-min wash with PBST buffer, the membranes were incubated with a secondary antibody (anti-mouse IgG; 0.2 µg/mL) for 1 hr. The membranes were washed before being visualized by 4CN PLUS chromogenic substrate (Perkin Elmer).
Detecting MGMT proteins in cell lysates with BG-CCVJ
Cells were maintained in culture medium supplemented with 10% FBS and 1% penicillin-streptomycin at 37 °C in air with 5% CO 2 . Cells were washed twice with PBS buffer and were treated with 5 μM BG-CCVJ prepared in culture medium (1.0 % DMSO (v/v)). After incubation for 90 min at 37 °C in air with 5% CO 2 , cell lysates were prepared by washing cells with PBS buffer (3 x) and solubilizing 1 × 10 7 cells in 300 µl of lysis buffer (50 mM Tris, 100 mM NaCl, 1 mM DTT, pH 7.5). The cells were lysed with freeze-thaw methods for three cycles.
The lysates were centrifuged at 12,000 rpm for 30 min at 4 °C and the supernatant was collected.
The supernatant were diluted 6.7-times (5 × 10 5 /100 µL) and the fluorescence intensity was recorded by fluorescence spectrophotometer.
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Fluorescence lifetime measurements: For time-resolved measurements, the excitation laser wavelength was 400 nm and the power used was less than 1 mW. The laser system is a femto second mode-locked Ti:sapphire laser generating a pulse train (82 MHz, 800 nm) of which the second-harmonic pulses are generated with a nonlinear crystals (BBO, type I). Picosecond time-resolved fluorescence was measured by time-correlated single-photon counting (TCSPC).
The samples were placed in a cuvette, and the fluorescence was filtered through a bandpass filter 
